Sequencing and Phylogenetic Analyses
Complete gene segments of the hemagglutin (HA) and NA were amplified by using primers previously described by Hoper et al. (5). The gene-specific RT-PCR amplicons were size-separated by agarose gel electrophoresis, excised and purified from gels by using the QIAquick Gel Extraction Kit (QIAGEN). Further, purified PCR products were used directly for cycle sequencing reactions (BigDye Terminator v3.1 Cycle Sequencing Kit; Applied Biosystems, Foster City, CA, USA). Reaction products were purified by using Centrisep spin column (Thermo Fisher, Carlsbad, CA, USA) and sequenced on an ABI PRISM 3100 Genetic Analyzer (Life Technologies, Carlsbad, CA, USA). Thereafter, the obtained sequences of the HA and NA genes were assembled and edited by using the Geneious software, version 9.0.5 (6). A BLAST (blast.ncbi.nlm.nih.gov/) search was performed by using GISAID platform, and sequences established in this study have been submitted to the Global Initiative on Sharing All Influenza Data (GISAID) database (accession nos.: EPI868853-4). In addition, genetic sequences of representative subtypes H5N8 and H5Nx were retrieved from the GISAID platform. Alignment and identity matrix analyses were performed by using MAFFT (7) and BioEdit (8). Phylogenetic analyses were based on maximum likelihood methodology based on Akaike criterion after selection of the best-fit modes (GTR+Γ+G4 and HKY+G4 for the HA and 
